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b) 



atalyzing the deposition of tyramide in said cells comprising said intracellular 



analyte; 



c) contacting said cells with a detectable label that directly or indirectly binds to 
tyramide, whereby saM cells comprising said intracellular analyte are specifically labeled; and 

d) detecting signal from said cells comprising said detectable label using a flow 
cytometric device, wherem said signal indicates the presence of said intracellular analyte, and 
wherein said signal is at least 10-fold greater than a signal obtainable by standard flow cytometry 
methods using isotype/subtyroe matched nonspecific immunoglobulin as a negative control. 

2. (Amended) A method of detecting the presence of an intracellular analyte in one or 

more cells by flow cytometry, the method comprising: 

a) fixing and permeabilizing said cells; 

b) catalyzing the deposition of tyramide conjugated to a detectable label in said cells 
comprising said intracellular analyte,^vhereby said cells comprising said intracellular analyte are 
specifically labeled; and 

c) detecting a signal from sa\d cells comprising said detectable label using a flow 
cytometric device, wherein said signal indicates the presence of said intracellular analyte, and 
wherein said signal is at least 10-fold greater then a signal obtainable by standard flow cytometry 
methods using isotvpe/subtvpe matched nonspecific immunoglobulin as a negative control. 



5. (Amended) 
comprises: 



A method according to crnim 1 or 2, wherein said catalyzing step 



(i) incubating the fixed and permeabili^ed cells with a binding partner that 
specifically binds to said analyte, wherein said binding partner is conjugated to an enzyme that, 
in the presence of substrate for said enzyme and tyramide, catalyzes the deposition of tyramide in 
said cells comprising said intracellular analyte; 



-2- 



023.223809.1 



\ 



Atty. Dkt. No. 071957-0903 



(ii) removing unbound binding partner from said cells; and 

(iii) contacting bound binding partner with tyramide and said enzyme substrate, 
whereby said enzyme catalyzes the deposition of tyramide in said cells comprising said 
intracellular analyte. 



18. (Amended) 
comprises: 



A method according to claim 1 or 2, wherein said catalyzing step 



(i) incubatiiig the fixed and permeabilized cells with a first binding partner that 
specifically binds to saidVirst binding partner, wherein said second binding partner comprises an 
enzyme, wherein said second binding partner is conjugated to an enzyme that, in the presence of 
substrate for said enzyme and tyramide, catalyzes the deposition of tyramide in said cells 
comprising said intracellular Walyte; 

(ii) removing unbound second binding partner from said cells; and 

(iii) contacting bound second binding partner with tyramide and said enzyme 
substrate, whereby said enzyme catalyzes the deposition of tyramide in said cells comprising said 
intracellular analyte. \^ 
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